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CLAIMS 



1 Method of amplifying any RNA target sequence, 

C transcription under the control of a promoter, in an 
Rlk sample comprising said target sequence, 
in \ich said sample is brought into contact: 

\ - with a reagent capable of hybridizing with 
said RNAv comprising said target sequence, 

\and with an enzymatic system comprising an 
RNA-dependeht RNA polymerase activity, 

under conditions allowing the hybridization of said 
reagent with \id RNA comprising said target sequence 
and under conditions allowing the functioning of said 
RNA-dependent RNAVDlymerase activity; 
in which said reagei^t contains: 

(i) a f irst Nucleotide strand comprising: a) a 
fi-st nucleotide segment capable of playing the role of 
spnw strand of a proWer for said RNA polymerase 
activity and b) , downstream of said first segment, a 
second nucleotide segment W>rising a sequence capable 
of hvbridizing with a regionW said RNA, and 

(ii) , in the hybridized state on the first 
strand, a second nucleotide s^and comprising a third 
nucleotide segment capable of Vybridizing with said 
first segment so as to form w\th it a functional 
double- stranded promoter; \ 

and in which said RNA polymerase activity is capable of 
transcribing an RNA template, in the presence of said 
reagent hybridized with said template, \in the absence 
of associated protein factor and in the\absence of a 

ligase activity. \ 
2. Method according to claim 1, in Wch said 

third segment is flanked, at its upstream W, by a 
fourth nucleotide segment which is shorter tW said 
, second segment of the first strand. \ 
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v3 Method according to claim^, in which said 

«. < „ capable of hybridizing with a portion 
_->urth segment is capaoie ol y 

A os ite said second segment. 

opposite . h of claims 2 and 3, 

/i \ Method according to either oi x 

in which said fourth s e p.nt of said second strand is 
L^X *«- tho. whose seance facUrtates the 
in t ia\n of transcription for said 

\ _ . . _ am; one of Ciailus ^ uw ^ ' 

5 M \thod according to any one o - J7 — - 

whichVid second segment of said first strand 
" a^Lr of nucleotides at least equal to the 

contains nuc leotides of said fourth 

Bun o the Wmber ^ ^ ^ ^ ^ q£ 

segment Jt\ ^ ^ segmenfc 

nucleotides of Sard sequ re aion of 

which is capable \f hybridizing with said regi 

said RNA. 



0 




Method according to any one of the preceding 
!n which saidW and third segments consrst 



25 



30 



35 



Method - according\o any one of ^ 
in which said f our \ segment consists of DNA. 
Method according to\any one of the prec^ng 
in which said RNA p\lymerase is a virus 

t^e wild- type RNA \ ^ in which said RNA 

Method according to ^8 polymerases 
polymerase is chosen from the ^ family . and 

including the T7 RNA polymerase, T3\ RNA p 
SP6 RNA polymerase. x id ^ 

10 Method according tojOaxmJi. to whi 

iv^rase is derived by mutation\ f rom an RNA 
polymerase is \ ^oXyxnerases 

polymerase chosen from the family of R^A polym 

. ^ a T7 T3 and SP6 RNA polymerase^, 

including the T7 , TJ ana \ 

m Method according to claim^ 0 ' m wni^n 

, -..at least onTl^utation in\he region 
polymerase contains at lea polyinerase \ seo ,ence 

corresponding to tu« 
containing amino acids 625 to 652 
12 Method according to claim_ll, m which V 

- c enable of transcribing a polynucleotide 
polymerase is capacie oj. \ 
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•4-v, » better yield when said target 
arget sequence with a better y 

V ence consists of RNA than when it consists of DNA. 

13 X Method according to any one of the preceding 
clS k m which said enzyme system contains only an 
RNA poWmerase activity. hod 

14 >A polymerase which can be used m 

of' any V of the preceding cla^s, capable of 
tLnscribink under the control of a promoter, a 
transcribing, inte rest of any sequence 

polynucleotidWarget ^ by 

, contained in \ presence of said template and in 
synthesizing, m \he presence induct of 

the absence of associated protein factor, a product 
the absence /\ sequence complementary 

transcription containing an RNA seq 

transcrip \ m polymerase being capable of 

to said seance - ^^J of ^ transcription with a 
5 synthesizing said P-d^ct q£ said templat e 

better yield when said target segu 

• i- = of RNA than when i\ consists of DNA. 
consists of RNA tnan v preceding 

RNA polymerase according to tne v 

product of transcription of the dna y 
than 2 and in particular greater th^ ^10- 
16 rna polymerase according to either_of_ 

16. kma P y d^riveTby mutation 

andj.5, characterized in that it i 
25 1ro7a virus or phage RNA polymerase. \ 
RNA polymerase according tcx 
characterized in that said phage ^ ^ 
13. RNA polymerase according to ^ « ^ 

ia t-n 17 characterized m tnat it y \ 
30 "fe^ ni\omolo g y 9 rea t er tnan 50,, ana in Weu£ 
^ater than 80% with a wild-type K» ^ V' *e 
family of ^-dependent ^ poly.era.es .nclud^ «» 
T7 FNA polymerase. T3 BHA polymerase and SPS. M. 

35 r, 1 ^"^ P—erase according to ^ ^ 
characterised in that - — " ^P^ 
in a region corresponding to the 
sequence containing amino acids 625-652. 
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characterized in that it has the composition of a wild- 
tvL DNA-dependent RNA polymerase, with the exception 
oAhe fact that it contains at least one mutation in 

5 saidVegion. 1Q „ , n 

21 \ RNA polymerase according to claim 19 or_JU, 
n y charac\rized in that it contains at least one mutation 
a at a portion corresponding to one of positions 627, 

628, 631,\632 and 639 of the T7 RNA polymerase ammo 

10 acid sequence. . 

22 RNA polymerase according to any one of claims 
19 to 21, char\cterized in that said mutation comprises 

The r^lacemenAof-an amino acid residue, chosen from 
arginine, lysine\serine and tyrosine, of the wild-type 
15 RNA polymerase, wi\h another amino acid residue. 

23 RNA polymerase according to claim J2. 
characterized in thk said amino acid replaced is an 
arginine or a lysine\nd/or in that said other amino 
acid residue is a\ alanine, valine, leucine, 

20 isoleucine, glycine, threonine or serine residue 

2 a RNA polymerase according to any one of claims 

15) 'to 23, characterized in W said mutation comprises 
Tne Replacement of all or p\t of said region with a 

\ wild- type RNA- dependent 
homologous region present m a\wixa typ 

2 5 polymerase. \ 

25. Gene encoding an RNA polymerase as defined m 

any one of ^claims 14 to 24. \ A 

26 Expression W in^o which\ a gene as defined 

' in' the preceding claim is inserted, \aid vector being 
30 capable of expressing said RNA polymerase in a host 

27 11 ' Host cell containing an expression vector as 
defined in the preceding claim. \ 
28 Method of producing an RNA polymerase as 

35 defined in any one of claims 14^o_24, characterized in 
that: a) a gene encoding a wild- type RNA polymerase is 
obtained in a known manner, b) at least one mutagen is 
performed on said gene, c) the mutated gene obtained is 
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aroperties of an RNA polymerase as defined in either of 
claims 14 a nd 15 are selected. 

polymerase 



29. \ Use of an RNA polymerase capable of 
transcribing an RNA template, under the control of a 
promoter, in the absence of auxiliary protein factor, 
in a method of transcription of a template strand 
comprising Nan RNA target sequence, in which said RNA 
polymerase ik chosen from the T7 RNA polymerase, the 
SP6 RNA polymerase and the RNA polymerases as defined 
in any one of cla^rns^ 14 to 24. 

30. Use of Nail ""5na polymerase capable of 
transcribing an RNA\template, under the control of a 
promoter, in the absence of auxiliary protein factor, 
in a method of transcription of a template strand 
comprising an RNA targV sequence, in which said 
template strand consists o\ RNA from one of positions 
+ 1 to +5 up to the 5' end o\ the template strand, and 
consists of DNA from said position up to the 3 ' end of 
the template strand when said 3"\end does not coincide 
with said position. 

31. Use according to the preceding claim, in which 
said .RNA polymerase is a virus or phag^e wild-type RNA 
polymerase . 

32. Use according to the preceding ^cT^im, in which 
said RNA polymerase is chosen from T7 , T3 \nd SP6 RNA 
polymerase . 
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